As a part of our continuing studies on 'Polyamines and their role in human disease' we are investigating how polyamines, and especially how novel polyamine conjugates, interact with DNA. We are studying how these conjugates interact with circular plasmids in order to produce nanometre-sized particles suitable for transfecting cells. Our considerations of structure-activity relationships (SAR) within naturally occurring and synthetic polyamines have shown the significance of the inter-atomic distances between the basic nitrogen atoms. As these atoms are typically fully protonated under physiological conditions, they exist in equilibrium as polyammonium ions. The covalent addition of a lipid moiety, typically one or two alkyl or alkenyl chains, or a steroid, allows much greater efficiency in DNA condensation and in the cellular transfection achieved. Thus efficient DNA condensation and subsequently drug delivery (i.e. with DNA as the drug) can be brought about using novel polyamine conjugates. Taking further advantage of the functionalization of specific steroids (e.g. cholesterol and certain bile acids), we have designed and prepared novel fluorescent molecular probes as tools to throw light on the problematic steps in non-viral gene delivery which still impede efficient gene therapy. Thus, the current aims of our research are to understand, design and prepare small-molecule lipopolyamines for non-viral gene therapy (NVGT). The rational design and practical preparation of nonsymmetrical polyamine carbamates and amides, based on steroid templates of cholesterol and the bile acid lithocholic acid as the lipid moiety, provides fluorescent molecular probes that condense DNA. These novel lipopolyamine conjugates mimic the positive charge distribution found in the triamine spermidine and the tetra-amine spermine alkaloids. After optimizing their SAR, these fluorescent probes will be useful in monitoring gene delivery in NVGT.
Introduction
Within a concise but critical review of the recent literature, and incorporating part of that published prior to the start of our recent synthetic and analytical studies, we set the scene for our own biological and medicinal chemistry research in this area of non-viral gene therapy (NVGT). There has been a recent success in a retroviral gene therapy trial in infants with severe combined immunodeficiencies (SCID), which are rare disorders yet paediatric medical emergencies as the outcome for affected patients can easily be fatal [1, 2] . To date, the only cure for SCID is reconstitution of the patient's immunity and for over 30 years allogeneic bone marrow transplantation has been a partially successful treatment for SCID, but this often results in only incomplete restoration of B-cell function. Genetic correction of peripheral T-lymphocytes and/or haematopoietic stem cells by retrovirally mediated gene transfer has been attempted for patients with SCID due to adenosine deaminase deficiency, the first genetic disease targeted in clinical gene therapy trials [1, 2] . Patients received autologous bone marrow stem/progenitor cells which had been retrovirally transduced with a therapeutic gene. Although these exciting results have clearly demonstrated that gene therapy is a feasible therapeutic option for X-linked SCID, they have also raised important questions regarding the long-term outcome of this experimental procedure and the possibility of translating this success into applications for other forms of SCID. Still further complications have recently arisen in the use of viral gene therapy for SCID [3] .
Thus gene delivery for gene therapy of a variety of human and also animal diseases, e.g. cancer [4] [5] [6] , cystic fibrosis [7] , haemophilia [8] , hepatitis [9] and, more speculatively, mitochondrial gene therapy for respiratory chain defects, i.e. defects that involve the final common pathway of oxidative metabolism [10] , can be performed with either a viral [11] [12] [13] or a non-viral [14] [15] [16] [17] [18] [19] vector. Lipopolyamines (cationic lipids) recently developed for NVGT show significantly lower toxicity than viral vectors, although they are currently less efficient transfection vectors than viruses [14] [15] [16] [17] [18] [19] . The poor efficiency of DNA delivery to the nucleus, especially using non-viral vectors, is a major limitation of the gene therapy approach. A poor understanding of the molecular mechanisms of action in non-viral gene delivery [14] [15] [16] [17] [18] [19] , and a lack of correlation between in vitro and in vivo biological activity, [20] [21] [22] are unresolved issues and constitute the main current challenges. Whereas true gene therapy, i.e. the expression in cells of genetic material that has therapeutic activity, holds promise for the treatment of the significant human diseases listed above, the non-viral gene delivery vehicle, or vector, carrying the genetic material into the cell must be optimized to increase the efficiency of gene delivery to eukaryotic cells. Uptake of condensed DNA by target cells proceeds via endocytosis, but poor nuclear localization is another major barrier to efficient gene expression, usually measured using reporter genes, e.g. β-galactosidase or green fluorescent protein expression. Thus, a greater knowledge of the molecular mechanisms of transfection will provide a basis for rational non-viral vector design [14] [15] [16] [17] [18] [19] [23] [24] [25] [26] [27] [28] [29] . Another area of interest is the possibility of enhancing the efficiency of non-viral gene delivery to the nucleus by incorporating specific nuclear targeting (localization) sequences in vectors [27] [28] [29] .
Our aims in this research programme include the design and synthesis of useful molecular probes, initially as model compounds and then for the study of DNA-lipopolyamine vector interactions at the molecular and intracellular levels. As DNA is a large molecule, but a molecule nevertheless, these studies involve aspects of drug delivery with DNA as the drug [14] . Apart from taking advantage of their interactions with DNA, e.g. as synthetic NVGT vectors, polyamines and their conjugates also have important biological roles as potent and selective protein-receptor probes and novel therapeutic lead compounds [14] . In particular, we are aiming our research at the design and synthesis of fluorescent steroidal lipopolyamine conjugates, as such molecules will be important biochemical probes for monitoring gene delivery. We consider how lipopolyamine-mediated NVGT can be influenced by a detailed understanding at the molecular level. In order to study the synthesis, analysis and especially the molecular details of intracellular interactions of lipopolyamine vectors, we outline the design of polyamine-lipid conjugates based on naturally occurring polyammonium and steroid moieties. The study of the molecular interactions between lipopolyamine gene-delivery vectors and polynucleic acids requires an understanding of the synthesis of such designed molecules. Starting from the naturally occurring polyammonium DNA-condensing agents tetraamine spermine 1 and triamine spermidine 2 (see structures in Figure 1 ), we present the design of polyamine conjugates with the lipophilic steroids cholesterol and lithocholic acid. These regiospecifically functionalized polyaminecholesteryl carbamates, e.g. 3, and polyamine-lithocholic acid amides, e.g. 4, incorporating alkyl spermine and spermidine polyammonium moieties, represent our initial synthetic targets ( Figure 1) ; their interactions with, and condensation of synthetic and natural DNA will be evaluated. Non-viral vector-mediated cell transfection remains a poorly understood phenomenon both in vitro and in vivo. In order to study the intracellular distribution and fate of lipopolyamine-DNA complexes, we aim to synthesize designed fluorescent probes based on our synthetic polyamine conjugates of cholesterol and lithocholic acid. Such target fluorescent lipopolyamines may be considered as analytical tools for the tracking, by confocal microscopy, of lipopolyamine-DNA complexes in cells. Studies are required to observe the intracellular events in transfection, e.g. endosome escape and nuclear trafficking, two barriers to efficient gene delivery in current non-viral vectored systems. The synthesis of these novel tools will require the chemical modification and manipulation of steroid moieties, possessing variation in the configuration at the AB ring junction, and of commercially available fluorophores to produce highly fluorescent lipopolyamine conjugates.
Polyamines as polycations
Polyamines are polycationic at physiological pH and play key roles in biological systems [14] . In chromatin, polyamines such as tetra-amine spermine 1 and triamine spermidine 2 ( Figure 1 ) help to package DNA into nuclei by neutralization of the poly-anionic phosphate backbone charges, bringing about DNA condensation and assisting in controlling DNA solution conformations. Lipopolyamines condense DNA more efficiently than simple polyamines [30] : this is a key first step in non-viral gene delivery. Employing a high-molecularmass cationic polymer for non-viral gene delivery, to transfect target cells, is often associated with unacceptably high toxicity [31] . Small-molecule lipopolyamines are therefore of considerable interest due to their advantages of low toxicity, low immunogenicity, controllable syntheses and defined molecular structure for pharmaceutical characterization. We are studying the synthesis of steroidal polyamine conjugates, C-6 secondary alcohol functionalized cholesteryl carbamate 3 and lithocholic acid amide 4 ( Figure 1 ).
Lipopolyamines reported in this research area span from the early breakthroughs with inter alia Transfectam (dioctadecylamidoglycyl spermine; DOGS) 5 [32] (see Figure 2) to the very recently reported cationic β-cyclodextrin bilayer vesicles which are amphiphilic, containing an n-hexyl thioether lipid moiety at the primary hydroxyl site and a primary amine functional group following after two or three ethylene glycol units 6 ( Figure 2 ). These, the first positively charged cyclodextrins, form nanoparticles with a diameter of ≈120 nm in water [33] . Transfectam 5 [32] and RPR-120535 7 [34] (Figure 2 ) possess branched or linear spermine moieties linked to two saturated C 18 lipid chains ( Figure 2 ). Synthesis and cell transfection by a novel pentavalent cationic lipid has recently been reported [35] based upon the surprising tri-acrylonitrile 1,4-conjugate Michael addition to L-ornithine, one addition to the α-amine and two to the δ-amine. The preparation of this moiety for novel lipopolyamines, and their use in transport liposomes for carrying transfection agents, has been patented by Biontex Laboratories G.M.b.h., in Munich, Germany [36] . This tri-cyanoethylation [37] was achieved even in the presence of 4 molar equivalents of acrylonitrile. The two C 18 chains are 9 -oleyl-cis-alkenes, and they are incorporated as long-chain ethers of 3,4-dihydroxybenzoic acid, with the lipid and the polyamine moieties joined together as a diamide of ethylenediamine. Genzyme's Lipid GL #67 8 ( Figure 2 ) is spermine 1 bound through a carbamate functional group to a cholesteryl lipid moiety [21] . Cationic cholesterol derivatives containing two guanidinium polar headgroups, bis(guanidinium)-tren-cholesterol (BGTC) 9 (Figure 2) , and its spermidine analogue, are efficient for gene transfection in vitro and in vivo, transferring a luciferase reporter gene into primary human airway epithelial cells. In spite of being based on some rationale at the molecular level, the development of these new synthetic vectors was nevertheless empirical, and indeed the authors Lehn and Lehn and co-workers state that the factors and processes underlying cationic lipid-mediated gene transfer are still poorly understood [38] [39] [40] . There is evidence for the presence of highly ordered multilamellar domains with a regular spacing of 68 Å in BGTC-DNA aggregates, and with the DNA molecules intercalated between the lipid bilayers. These synthetic NVGT vectors combine the membrane-compatible features of cholesterol and the high-pK a features of the guanidinium groups for binding DNA via its phosphate groups. A particularly favourable structural feature is the positive charge delocalization over the guanidine, allowing for some optimization of the salt bridges, in comparison with ammonium point charges. The identification of the basic, underlying features of active complexes should indeed help in the design of improved guanidinium-based vectors and therefore a better gene-delivery system [41, 42] . Vitamin D 2 (ergocalciferol) polyamine conjugate 10 ( Figure 2 ) is a steroid with an opened B-ring, designed to probe the structure-activity effects on transfection of modifying the geometry within the hydrophobic steroid motif [43] . Buckminster Fullerene tetra-amine conjugate 11 ( Figure 2 ) is the first of a new class of cationic lipid incorporating a C 60 hydrophobic core, where the amine moiety was conjugated to fullerene by a cycloaddition reaction [44] . Gemini surfactant GS4 12 ( Figure 2 ) is a tetra-lysine-based cationic lipid, carrying a maximum of six positive charges and conjugated with two C 12 lipid chains [45, 46] . This same research group have also recently reported [47] novel spermine-based cationic gemini surfactants symmetrically acylated with two C 18 lipid and two tri-lysine chains, carrying up to eight positive charges. Thus, the basic science of applying biological and medicinal chemistry to vary the number of cationic charges and the intramolecular distances between them continues.
Furthermore, in order to address the rational design of small-molecule vectors, to improve non-viral transfection efficiency, we require a greater knowledge of the molecular mechanisms of the poorly understood intracellular events. Fluorescence microscopy is useful for the study of intracellular events. We are therefore synthesizing the functionalized steroid polyamine conjugates cholesteryl carbamate 3 and lithocholic acid amide 4 ( Figure 1 ) as DNA-condensing agents, which we have designed so that a variety of fluorophores can be introduced allowing the rapid synthesis of a required library of steroidal lipopolyamine fluorescent probes [48] [49] [50] [51] [52] [53] [54] . The polyamine conjugates are designed to mimic the charge distribution found in the naturally occurring triamine spermidine 2, and are prepared by regiocontrolled conjugation of a suitably protected derivative 14 of the symmetrical polyamine spermine 1 prepared by statistical mono-trifluoroacetylation to afford amide 13 ( Figure 3 ) [55] [56] [57] [58] [59] [60] [61] [62] [63] .
Design and synthesis of functionalized polyamine-steroid conjugates
The synthesis of the small-molecule ligands 3 and 4 is described in outline. Spermine 1 was non-symmetrically tri-t-butoxycarbonyl (Boc) protected in a one-pot reaction (Figure 3 ) [53, 54] . Ethyl trifluoroacetate reacts rapidly and cleanly with primary amines, allowing poly-Boc protection of all the remaining amine functional groups. Trifluoroacetamides, e.g. 13, are easily cleaved, in the presence of Boc groups, at pH 11. Thus, treatment with conc. aqueous NH 3 gave one free primary amine functional group 14 in 50% overall yield. Acylation with cholesteryl chloroformate gave the protected cholesteryl carbamate 15 in 95% yield [60] . In our synthesis, statistical selective protection of one primary amine functional group is used to break the symmetry of (3.4.3 methylene containing) spermine 1, and a one-pot multi-gram synthesis and purification of protected polyamine conjugates can be achieved typically in 24 h.
In order to employ fluorescence microscopy to study the intracellular phenomena of gene delivery, Scherman and co-workers prepared a fluorescent derivative of a polyamine conjugated to two C 18 lipid chains, and they have synthesized fluorescent plasmid DNA using rhodamine-type fluorophores [34, 64] . Polyethylenimine is a cationic aziridine polymer with known transfection activity [65] . Mikos and co-workers used Oregon Green-labelled polyethylenimine in multicolour fluorescence studies and provided the initial evidence that internalized DNA-polyethylenimine complexes can be tracked to the nucleus [66] . We have set ourselves the goals of lighting-up the inside of the cell with wavelengthspecific small-molecule fluorescent probes and monitoring the processes in, and elucidating the barriers to, efficient gene delivery.
In order to introduce a fluorescent label on the cholesteryl moiety, we decided to hydroborate the cholesterol 5 alkene functional group [67] . Tri-Boc-protected cholesteryl carbamate 15 was reacted with borane-dimethyl sulphide (BH 3 .dms) for 4 h in anhydrous CH 2 Cl 2 . The organoborane was oxidized for 30 min with basic (NaHCO 3 ) H 2 O 2 . The use of BH 3 .dms complex provides mild conditions for the selective reaction of an alkene in the presence of carbamate functional groups, despite the poor reactivity of the cholesteryl alkene due to a significant steric constraint. The methyl substituents on the top face (β-face) of cholesteryl direct the syn-addition of borane to the α-face to give the major product. The desired 6α-hydroxy steroid 16 (see Figure 4) , with a trans-fused AB ring junction, is obtained on oxidative work-up and after chromatography in 70% yield. In addition, a small fraction of the BH 3 .dms adds to the β-face affording the cis-fused AB, 6β-OH stereoisomer 17 (5%; see Figure 5 ), which is more polar, and these products were separated by column chromatography over silica gel. Given that hydroboration is a syn-addition, in the lesspolar major product H-6 ax displays two J ax-ax and one J ax-eq coupling at δ 3. . This was assigned to the β-hydroxy isomer from a non-stereospecific reaction [68] . The cis-fused AB ring junction, in the minor product 17, mimics the shape found in the naturally occurring steroid bile acids (Figure 5 ), e.g. lithocholic acid, polyamine amides of which, e.g. 4, we have shown to condense duplex DNA [57, 62, 63] .
We also prepared spermidine mimic target molecule 4 from trifluoroacetic acid deprotection of the three Boc protecting groups in 18 (see Figure 5) , itself obtained by acylation of amine 14 with lithocholic acid [1,3-dicyclohexylcarbodi-imide (DCC), 1-hydroxybenzotriazole (HOBt), CH 2 Cl 2 ]. In order to mimic the positive-charge distribution of naturally occurring spermine 1 in the target molecules, we have investigated a reductive alkylation approach using N 1 ,N 2 ,N 3 -tri-Boc spermine 14. Ncarbobenzyloxy (Cbz) protected 6-aminohexan-1-ol was prepared using benzyl chloroformate. The alcohol was oxidized under Swern conditions (anhydrous DMSO-oxalyl chloride) to the corresponding aldehyde followed by reductive amination with N 1 ,N 2 ,N 3 -tri-Boc spermine 14 [39, 40] . The resulting secondary amine was Boc-protected to form tetra-Boc-mono-Cbz pentamine with methylene spacing 3.4.3.6 19 (see Figure 5) . The Cbz group, orthogonal to Boc, was then cleaved by palladium-catalysed hydrogenolysis or by transfer hydrogenation using cyclohexene as an H 2 donor. These steps achieved a non-symmetrical extension of N 1 ,N 2 ,N 3 -tri-Boc spermine 14 with assured regiochemistry in the product 20 ( Figure 5 ) after acylation with cholesteryl chloroformate. The resulting tetra-Boc protected 3.4.3.6-cholesteryl carbamate 20 was hydroborated using the procedure outlined above; the major product was isolated, purified and identified as secondary alcohol 21 ( Figure 5 ) FAB-MS found 1154 (M + Na + ); C 64 H 117 N 5 O 11 requires 1131.
To generate our designed fluorescent target molecules, fluorescent tags must be introduced to these lipopolyamine conjugates. Fluoren-9-ylmethoxycarbonyl (Fmoc), either as a primary amine protecting group or as a fluorescent label, was first introduced by esterification [DCC, 4-dimethylaminopyridine (DMAD)] with the short alkyl chain 5-Fmocaminopentanoic acid ('δAPA'), chosen as an appropriate and pragmatic spacer. The secondary alcohols of cholestane B-ring 16 affording ester 22, and of lithocholic acid A-ring 16 affording 23 were reacted in this manner ( Figure 6 ). Further manipulation of these esters 22 and 23 by regioselective deprotection of one primary amine functional group by fluoride facilitated Fmoc removal with tetrabutylammonium fluoride (TBAF) [69] , and then reaction with FITC afforded, after trifluoroacetic acid removal of the Boc protecting groups, thiourea target molecules 24 and 25 respectively ( Figure 6 ). It is significant that the secondary alkyl cholesteryl carbamate functional group remains intact during this polyBoc deprotection. Final purification of these water-soluble poly-trifluoroacetic acid salts afforded the desired fluorescent steroidal lipopolyamine conjugates which can react with DNA.
Monitoring lipopolyamine-DNA interactions
Spectroscopic assays allow us to monitor DNA condensation, the first stage in lipopolyamine-mediated gene delivery, using our designed probes 3, 4, 24 and 25 ( Figure 7 ). These DNA assays include both ethidium bromide fluorescence quenching [70] and light scattering (λ = 320 nm) [71] as, at this stage, the DNA is compacted into toroidal particles whose formation can be monitored by light scattering [71] . Using these techniques, we have shown that our synthetic steroidal lipopolyamines, e.g. 4 and cholesteryl carbamate 26 ( Figure 7 ) from Boc-deprotection of 15 [60] , an N 1 -acylated regioisomer of GL #67 8 [21] , condense DNA more efficiently than the natural polyamines spermine 1 and spermidine 2. The synthetic lithocholic acid amide of spermine 1, converted into an ester and then a thiourea with FITC, spermidine equivalent 25, condensed both calf thymus and synthetic DNA with the same efficiency as spermidine 2 in the ethidium bromide assay. Fluorescence correlation spectroscopy, imaged with a confocal fluorescence microscope using two ethidiumtype fluorescent probes, has been employed to follow the conformational changes which accompany the condensation of plasmid DNA by spermine 1; fluorescence correlation spectroscopy may become a valuable tool in studying supramolecular aggregate formation [72] [73] [74] .
DNA binding and bending
For the first steps in NVGT, DNA must be condensed. This condensation process must begin with non-linear DNA, not the rod-like DNA molecules of the text books, being bent. Small molecules, which equilibrium bind to DNA, can overcome the barrier(s) to DNA non-linearity by changing the local hydrophobic and electrostatic environment at specific DNA sequences. Thus, the introduction of cationic charge, and its location, affects DNA structure especially by bending [75, 76] . Such DNA bending may well begin at specific DNA sequences and molecular modelling to try and understand, and possibly to predict, these events is on-going. The competition between water, sodium ions and spermine 1 in binding to DNA has been the subject of molecular dynamics computer-simulation studies [77] [78] [79] [80] [81] [82] [83] [84] . The presence of the tetra-amine spermine 1 has a significant influence on the DNA hydration and on the interactions of the sodium ions with DNA. Not unexpectedly, the major binding sites of these cations are the phosphate groups along DNA. The polyamine spermine 1, flexible due to its 10 methylenes, has a significant presence in both DNA grooves, but does not form structurally defined, long-lived complexes. Sodium ions compete with spermine 1 for binding to the DNA bases in the minor groove. Studies of DNA-cation interactions show that the major and minor grooves are flexible ionophores, and already there is some support for the sequence-specific nature of univalent and bivalent cation co-ordination on binding within the major and minor grooves of DNA. Such metal ion interactions may play key roles in the control of DNA conformation and topology, but despite progress in locating the ions and determining their precise binding modes, it remains difficult to determine just how important ions really are in DNA binding and bending [85, 86] .
In 1995, Yoshikawa and Yoshikawa [87] reported direct observations on the conformational change of a single doublestranded DNA molecule induced by diaminoalkanes, by the use of fluorescence microscopy. Alkyl diamines with 3 and 5 methylene groups show a significant effect on the compaction of individual single DNA molecules, but diamines with 2, 4 and 6 methylene groups are not effective in the compaction of DNA. They infer from such a drastic difference in the action of simple diamines that not only the number of positive charges, but also the length between the amino groups in the diamines plays an essential role in their interactions with DNA [87] , a conclusion with which all our chemical biology studies are in agreement [14, [56] [57] [58] [59] [60] [61] [62] [63] 70, 71, [88] [89] [90] [91] .
Conclusions
With our designed steroidal lipopolyamine probes (Figure 7) , we are studying DNA condensation and the formation of DNA-lipopolyamine complexes. The design and synthesis of fluorescent target molecules allows us to study the intracellular events during transfection. Comparable DNAbinding efficiency to that of the unlabelled lipopolyamines and robust fluorescent spectral properties across the varying cellular pH range are desirable properties in these ligands. We have achieved a controlled chain extension of suitably protected polyamines using reductive alkylation [60] [61] [62] [63] to mimic spermine 1 rather than spermidine 2 in the target molecules. A practical method for the efficient hydroboration of cholesteryl carbamates has allowed us to prepare our designed trans-AB steroidal lipopolyamines, together with the corresponding cis-AB ring junction as the minor product of the hydroboration reaction or from naturally occurring bile acids. We can introduce fluorophores of choice by Fmoc chemistry. In this way, we have synthesized the beginnings of a library of fluorescent lipopolyamine probes based on steroid moieties as the lipophilic unit. The design in our versatile synthetic route to Fmoc protected aminoesters of cholesteryl carbamate 22 and lithocholic acid polyamine amide 23 allows a range of selected fluorophores to be readily incorporated, e.g. FITC, which is a widely used fluorescent probe in confocal microscopy (cf. Figure 7 ), a difluorinated fluorescein analogue which offers improved spectral properties over the physiological pH range involved in transfection processes. Lissamine Rhodamine B 31 and other rhodamine-type fluorophores incorporate positive charges, e.g. the tertiary 5-dimethylaminonaphthalene-1-sulphonyl chloride, dansyl 32 ( Figure 7) . As well as incorporating dansyl 32, we have also covalently bound DNA-intercalating 9-acridinyl fluorophores in our novel polyamine conjugates [89] [90] [91] .
Steroid lipopolyamine conjugates of these fluorophores will have different efficiencies in the modes of conjugate binding to DNA. As well as our studies on lipopolyaminemediated DNA condensation, we are optimizing these probes to use them in monitoring the steps of gene delivery within cells. At present, a poor understanding of the mechanisms of action of non-viral vectors remains an important unresolved issue. With a greater knowledge of these mechanisms [92, 93] , new non-viral vectors with improved transfection efficiency can be rationally designed. In conclusion, we can use biological and medicinal chemistry to design and prepare more efficient lipopolyamine-based vectors and molecular probes for DNA-binding. These offer the possibility of creating sophisticated modular gene-delivery systems capable of self-assembly via hydrophobic interactions between their components. The roles of the different functional moieties are to overcome the distinct extracellular and then intracellular barriers to efficient in vivo gene transfection of specific target somatic tissues.
